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(54)Title: NOVEL HUMAN CC CHEMOKINE 



(57) Abstract 

A peptide which is a human homologue of guinea pig eotaxin or a novel chemokine, in particular, a human CC chemokine having an 
activity on human eosinocytes; the structural gene of the peptide; an expression vector having the gene; a transformant having the 
expression vector introduced thereinto; a process for producing the peptide by using the transformant; a monoclonal antibody against the 
peptide; a method for assaying the peptide by using the monoclonal antibody; and a method for screening an agonist or antagonist of the 
peptide. 
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(Lindley, I. J. D. b, Immunol. Today, 14, 24 (1993)) . 

V>£ (Baggiolini. Mb, Ad. Immunol.. 55. 97-179 (1994)) . cn^Tflfg 
JlStlfcCXC^A-f >ti, IL-8/NAP-1 (Schmid, Lb. J. Immunol.. 139. 
250-256 (1987)) , NAP-2 (Walz. A. b, Biochem. Biophys. Res. Comaun. , 159, 
969-975 (1989)) , NAP-4, GROa (Richmond. A b. J. Cell. Biochem. 36. 

10 185-198 (1988)) , GRO0 (Haskill, S. 6, Proc. Nail. Acad. Set. U.S.A.. 8 
7, 7732-7736 (1990)) , GROr (Haskill. S. b, (1990) ffiffi) , GCP-2 (Proos 
t. P. 6, J. Immunol., 150, 1000-1010 (1993)) , ENA-78 (Walz. A. J. Ex 
p. Med., 174, 1355-1362 (1991)) . PF-4 (Deuel. T. F. b, Proc. Natl. Acad. 
Sti. U.S.A., 74, 2256-2258 (1977)) , ^cfctflP-lO (Dewald. B. b, Immunol. 

15 Lett., 32. 81-84 (1992)) T*9, ^LXCQtr^ti^ >te, MCP-1 (Yoshimu 
ra. T. 6, J. Immunol.. 142. 1956-1962 (1989)) , MCP-2 (Chang. H.C. b. In 
t. Immunol.. 1, 388-397 (1989)) , MCP-3 (Van Damme, J. b. J. Exp. Med.. 
176, 59-65 (1992)) , M1P-1 a (Obaku. K. b; J. Biochem.. 99. 885-894 (198 
6)) , MIP-L 3 (Lipes. HA. b. Proc. Natl. Acad. Sci. U.S.A.. 85. 9704-97 

20 08 (1988)) . RANTES (Schall. T. b, J. Immunol.. 141. 1018-1025 (1988)) , 
*3<ttfI-309 (Miller. M. D. b. J. Immunol., 143. 2907-2916 (1989)) T&£. 

25 <>fc»£Btt#|RfcSnT^*. tHf»a»©»3EffitttLTtt, CCn* 
^>C9RANTESa**&T*D, &ICMIP-1 a tfi&< . flTCXC^^OTi 
*IL-8ICj3tnTfc33<Bft&;hT^**^ ^-r*ife»86»(Cl**tta^tB^T 
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*«WB. t KffK«H»LTJStt*«"rs^^K : Bi^^K ©Affile 
ru;U*-tt*att^AWHT«U«l»»3&«B-St. ML f8tt. 

ass**. ajh*tt. *»cj;^T**»ffl[c«Har*«a^jiaoT^3». 

20 ;^-*fctt*4fi«ft^ffoT8lffl-rs (Baggiolini, M. 6, Immunol. Today. 
15, 127-133 (1994)) . Z.<D£5U&il»*MiE2l£*B : ?tLT* C5a. LTB4 
(u>T=3 HJX>B4) , FMLP (N-*HJMf y^7xUl/77- 

» , paf (it/MSSttffcH^) &£#*B£2n-o>£* b*>u 

W^fcB^te, ittjfe-rsSjIliSiKl^TSWStttta^ (Ahuja, S. Immunol. 
25 Today, 15, 281-287 (1994)) , 

-f > (cbemokine ; cherooat tract ant and cytokine activity) £**$ftTi>5 
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»*L^*«JB«»IJ:n«* ±EDNA*mL EJiJ»OEJ*J#^ 1 (3D 1 6 8 
5 ftCDG^b 3 8 9ft(DA$TT&*tt*E?!l£*rr*., 

»*Llr»*lfi!8«iiJ:ntf, ±EDNA»ftt. EW«<OE«l*# 1 <35 9 9fi: 

<oa**s 3 8 9ffi0ASTTfc**SEaifc*rr*. 

»SLli*lBJB«lcJ:ntf, ±EDNA»fll, EM*<DE*»*l<Di<4cr> 
G^b8 5 9ftOA*TTft*^EMfc*rf*. 
10 *«*<05&£'<£*-«;, ±E^m^(lE»fl!5DNA#^t*fr-5. 
*«9!«)»Kte»*«, ±E*S^**-fc8±l;:»ALT»fcn*. 

is ^-ra. 
*. 

25 Ell A££tfBll Btt, ^n-t*#Tt *%W<D\l hxt^ 

*y>©mRNA©fBai3^iiT<Dy«-+f>yn^ h»#f©J8*S:ST. 

y*EM0tt«fcSt"BT**. 

0 3(4. *5£BJ3£)t hX*^*-/>^^H*<ttfeE«OMCP-3^^K*fc 
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it&*r : s> (eotaxin) ifipu— zLy^^tltz (Jose. P. J. Biochem. Biophy 
s. Res. Commmun., 205. 788-794 <1994))« . ^ftte# + $£i8££i*&^C C 

fc£CC CKRU MCPHK»R«&Ui:;/*-T»*CC CKR2A, MCP-143 J;^MCP-3I3 
WJIWfcCC CKR2B, ttfttfU. £ ftS^**-* >twW»W7?tt&U V"trf9- 
T**CC CKR3*««ft3*TTUS (Combadiere. C. J. Biol. Chem. . 270. 16 
491-16494 (1995)) . 

10 

th (/Ml) cDNA7-f^7 , J-A 1 W©lij8CC<r : e*'f>©4ficDNA 

♦JBWCD^^Ftt, E^aoEfll*^ 1 02 4t£0)Glyfr & 9 7ft(E>Pro£T 
07 5 yBEEW*fctt-€-©8WHOEMS:4tr. 
25 »*bi»**MM»t*«tntf, ±E^^K14, EWaa)EW*# 1 © lfi^Me 
t^b9 7(SOTro*.T075yBlE^JS/ttt't©a<HOE*'J«:$tr, Z<D*>*>. 
E«8©EM#^ 1 O 1 {££>Met^b 2 3 &CDAla£TCD7 £ /HE^Itt. 

3 



WO 97/12914 



PCT/JP96/02851 



(II) *BW0khJ** + y>^HSfcliDNA^©WifcttH£ 

S£0»H£tt. ^SKDNACM. DKAOMIM 

SfK-kSfflK, DNAiOttUMfti:) ft. WAtfMolecular Cloning fg2l£ 
(Maniatisb> Cold Spring Harbor Laboratory. New York (1989)) {IfBK^ft 

(1) tH7h«)It^=! : y>cDNAO^D-r>^ 
(A) 

15 2) fCS^T, «AJf* SI tJB2 0xX7 t -f >«r$tT«*07 5. ;»E^I$: 
n-Ht"-&DNAE^Jtr^1"^IE^fS]CD3ffiSr7< v-, fcitfJM^vXx-f 
>^Offi«^7^yKE^J^a-KT^DNAE^J(C^T^5S^fS]<7)*8a7 r 7 

20 (B) ^U^^ mailfflllS^&©mRNA©«Hl 

hQWJSfcamLT. ftMHH£XIBU IM«tti:MT«. C 

hi:, «A«7-f h^7m->-P (PHA-P) tt2f£ttlA.THIMHBC:fia 
LTMbft«> W«fflBS£ifc#U «ABr1fK©mRNA3BIRffl*^ h«:ffl^ 
TmRNAtMLW. 
25 (C) m7hOxm-»cDNA(rfrWD-->y 

hMIII«IIfiA^»6tl&IIKmRNA6ffi^T. «Atfm»©*-> h 
KJ:D-*«cDNAfc£fiSLW*. :0-*gc DNA^8it ±12 

(a) a-c»&n*^5-fv-, *itfi«sttDNA#y/7— trtH^T, p 
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ni3-f>Ut^-CC CKR1, CC CKR2B, ££teCC CKR3569i293T«lfi«5iIJfr 

0511 **W<Oh KX*^*->>'<7 p f 1 K45 < t^fE«0^r ; E*-f ><Z). CC 
>U-tr:/*-CC CKR3^SK562aiBa«ctZ»-r^^ft (MISrtAJI'V^A 

10 

(I) ft* 

■f ^ittts^u^Fo??^ u-fci^. cin^teza /KE^Jfcck 

t»20->Xf< >8SSWt;:B'JcD7 5 ;K^^i^^^f >£ rc Cr^Jj 
20 <>j , SiJtDT^yS^lO^tT^r^^-f > ; &CXC^^^^>i:bTIKS'JtT 
HftlC, CC^^^^>ti*3«^ffi^^1i-TJff*I*$rlE*^ii-r, CXC 

25 75/BEfll*&ttDNAE?!IK rSftlOEWj itl ftEflEaHC&'rLfc 
S3Me**tfE*l*io5, *5W1 ^^K^»HE*fcttStt***»Wfr|3Ii; 
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«Sn&v>y;Uaa--(0*«:^b7;U* , JSDSi£lZ«t HDNA 
€M8U «A«7WJ«tt» (KaCHrcJttSLfcflfc, B*7>^-7T+ftL 

£»Sli:LT. ^EJU^Ey hX*^+->>OBR«««:*t;cDNAfl!)*SIEWt- 

JHEy hxt^*y>cDNA*J»6W. 
(2) hhX*^ + ">>drVADNA©^D-->y 

(A) 7n-7<Dftm 
±E (1) *T»e»n»*t;l/^y hX*^ + ->>cDNAOtaSE^J«C*^ 
10 ^T. mW£mj5fa&£tf&J5fa<D'77'(^--$:£&l,. WPCRl:ffll^. 
±E (D) iTtt&nWtMy H***-»©-*g^7^5 KDNA* 
WSdiU Taq7BU>t7— tf*«(r»TPCRKfl?*fT^. 7*f n-X«8L*HiT 
gtfWlMX (*9330bp) <Z)DNAA'>F£*ZJOttiU DNA#rtf-£ft 

15 (B) t^VA7^7'J^D^>y 

UT75- ^<n>>.>y^>{- h y >X77-t5, CCD 
20 ^>77>t^A-f^UJ r -f*->3>lftft, ±E (A) JBT^etl^^y 

OUT, R«OSSE^J (MCP-K IICP-3ftfc*) P C R Srff ^ 

t, K«t7)i&SBe?tj crah%ii«**i#5EW) swr*^-* 

77-yDNAl:o^T, «^OiMIHB*T«)llffLT7«D-X«9li9cft 
T#«L. ;t>HO/^^->*«Wi:t>fl)ttHI-^D->i:L. mm<D/\<f7*)i? 
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*y^*a*»T#liU BM01MX Oftl50bp) 0)DNAM>H«:«J9ttiU 
(tflAtfpBluescript KS(+)^9*-. pUC19^^^— ) fti* KJfA-T* £ t i:i 
5 L^*„ EW*0EM«*3[;:*TDNAEH*«»6*l*. 

±15 (B) STU^nfcHSmRNA^b, c DN Afc£jaLTBSJfc2 D- 

10 cDNA7^?7'J-S«BLW. ICcDNA^^U-^exmy 
>c DNA6>D-->j^«ftfti:, PCRSIl<tO i;«3«J:tf 2&X5MJ- 
->y*fr^f§3. Cl^X^U-->^tCi5^T, ±E (C) ^-CWStt*^ 

Hffltl/TPCRfeff^, 7^P-^y;U«a*tdT^SILT, g«£D£n-> 
t*tfy-;UTtt*9l00bpODNAfe«l«BU»S. 2 g -->^Ttt, 1 
*^*U-->yTDNA3&*ii(Bbfcy-;M3^^T. ^bl^/h^^V-^^^ 

^7>^^l//W^ , jy-f if-va >Lfc«. «*tf"P. 7JU*U-tM>ft£ 
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pGEM3SRadbfi\ pEF-BOS, pVL1392, pMAL-C2&£l;iffi^&A,T% thx 

5 t hx:***v>^:/?K!W£±Stt»*. CKBJ^KLTfffcnfct hx*^ 
t-^lfifMtttt, 77>f-7^-*7Aft, ^t>^^J7Aft, 

(6) h hx****>*77\ t <Dtb&fan\z*t*Z±miS1t<omm 

io j£{bE^o*3^iSu#fa^it^^ -r&fc^. 
MBa^^;uv^A^^>£D±^±i;^. -tola*, ftwaft®*linis.i: 

c AM P«ffi£D±# £ <b fc 13. */hB*3<fc 7 £ >«* ©IBBrtTOSffi* 
•i r *>«CJ;i3K»*a»-5J:5 3ftS)ttt* <«Atf. Fura-2/AM&£) £ftJA, 

(7) KfchX3r**->>tft#<Z>fts« 



10 



WO 97/12914 



PCT/JP96/02851 



mmmmrmWr-f^. BKLfcMttDNAWrH-*:* pBluescript KS(-)^ 
Lf#£o -tl/TZlOEMt. GenBank/EMBL/DDBJ DNAEJiJx-^^-X 

*5M!<0t MW + yXOcDNASfltt, E#JX0EM*^ 1 tiJ Q 

(3) t MW*y>c DNA©#D— 

hh/hfllcDNA^-T^^'J-^T^JHIiS, m®te£\zm\L* 

-6- »&nfcd^D — >iroi»T. 77-vDNA^7 , 77^ KDNACSAl, 
#-ADNA(^SS£5iJ^ft$tS5. -t«)»S*, thy;A7^f^7'J-*^« 
15 feLJt&mt-&T&\ihx***zs><D£&Stm <EEI*<BE*MMI 1 ) **» 

(4) t:hX^^^>'>O7^/KE^JO^ ; E0> ; -»er 
±l20i5iIbT»e»n^t hX^*y><OtttSEW»cS^V^TJt*Lfc7 

^ySEJtJ <EW3e©EM#^1> H. M*Oi:*»Bft4^yXf'f> 

>T*-5t«S$nfc. f<075;iE^^T. ffJAIl Genbank, E 
MBLafflO-r-^^— ^JC»LTDNASIS (Bi) UE<D^U #y A£ffl HI, * 

v>CDEfllfcft»Lfctt*, MCP-K MCP-2, 43 <t^MCP-33&«» fcSffil 0 
25 (ffil^f 6 4-6 5%) , MlP-la, MIP-1/3. 1-309, tfRANTES £ \t 3 2 - 
3 6X<0ffil§«T»SC£j&*to*>ofc. $fc. €M7bx^ + i/>ttt5 

(5) hbX^4y>^f-K^I 

9 
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mRNAIHfc, mRNAS»(E9B*TcDNAH«aiL&». SSfc:/^ 
±8E (7) qiT»€>n*k hx*^*y>»»»&ttf**ffl^5a*<3!)jfe«itR 
5 *5£^Ot hx^-^^v>tio^X/— tf>ya^ h^tffTSth, mRNACD 

(9) khx***->>^:/^K©ft«*M**tt 

10 X. **^Mia3tfi*&i:T«»U&-fe*othx*^4 1 '>>^y^h'tc. BE 
»B&(Z)#aittk + ££tfjMlEi3*<DSak hx***v>#>J ^ 

15 ft. IMt&tt. *fcBS3t!iKeJI*T*. #MttK*3^i«lDTSHonTfii 

t hx^^^->>^^H±coa^^xt p h-7 , ^isssT^2a^ 

»*ftiA. £0E*ft£»&n*lMrtBft. BWfiHt. Sfcftftje&fte&qttt 
•tZSTttftntf* K»+®SiIIE0>ft*M£L»*. 

(10) khCC***<>M::/*-«S^*-<oaK 

25 H$B<Z)k hCC^i^>l/t^-T$»5CC CKRI. CC CKR2B. fc^tfCC CK 
R3co&£^ (Conbadiere, C. 6. (Krffi) fe^a-x>y-r«)/t»(Z. k 
h*3**ffljat*THP- 1 <Dc DNAifc«k h^y ADN A£»£!<hLTfflC>T 
PCRtt*frH»*. K«0«*EMtl*^liT. i?rM0^2M>l/ 
-feT^-tDH-x-f >y««OH«»»*7 p 7<7-<!:LTia«L»S. PCR 

12 
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Xifctt?* HCBBtfcttU^B^SIiBtttDmU- ^xn-v*fflfl&<!:15i 
d*1*T, Kohleri5,fctftoiLstein<0:££ (Nature. 256. 495-497 (1975)) 
10 te^<£&£ffiT*£Ueda£CD>5"ffi (Proc. Nati. Acad. Sci. USA, 79, 4386-439 
0 (1982)) CSoT/W^'J H--7*fPBU&». £0A<7'J K-V*>&J*£ 

- (a) k hx^-^ + ->>^^KtC<tOv^X^*«*r^Xg, 

is (b) ftsvoxowR^mmtTWKifflfi^^Bt-r^xs, 

(c) ^«$nrc»»ai!a<i:^^x^xn-v«a»&<i:^, Mdeafl 

T£Xg, 

20 «BSJMrr*is. 

(e) ELISAjS*J;«ft!e««»ettat - lcJ:0Wa©JK**B4TftA-f ^ 

(f) tat hx*^*-»#^n->»M*S*4-r*A-f ^>J H-vfflBSSrS 
*U ^5j:tf¥^D->tri*^lEliRT^Xg. 

25 (8) kHt?*y>OmRNA*Si^^f KO*Bi 

>5 1 t>XRNAJ^ticDNA^yo-y ( l:bT^l^, J—*t>-Juy h# 
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x^^ + v>^^K07^r:x HSfctt7>^^-^ ht^tftltSSnsK 
SKt^TfT 5£t\Z&r>T* *»^OhfX^^ + >->^7 f ^HCD7=f^^ h 

Alfcft 

15 (1) T'y^Y-^ 

^Hry KDX*^*y>©75/KEU (Jose, P.J. J. Exp. Med., 17 
9. 881-887 (1994)) (E9J£®Eftl**2} K^^T, IB 1 * J: » 2 O -> 

^f-r>*4tr«« (EM*oEW##2©4tt^nc^e> i ott<z)Phc*T) o 

7^ y»EJiJ$rn- K1"^)DNAE^J^^tiiE^^<OiHgS7 r ^< v-f42 (E 
20 HS05E3WI5) . *4©yXfO«:40l« (EM*OEM#* 2 0 4 6 
ffi<DLysa>S 5 2&<BPro*T) 5)7= 7 SfiM^- FTSDN AEMK*fT* 

ie^f^^iemy^-r^-rsa (e^js^e^js-^6) tints' wkecori 

fflffifcttfiDlxT* DNA^fSIS (Cyclone Plus, B*£U#7) fcffll^T^*L 
fc. 

25 (2) MUMIB«^(OmRNA09MK 

tJUtyh (Hartley, it, 4fl|») 1 £0Wf&£ffi£fi LT, WJK»B§£)£SI 
U 10%FCS (Ovteffilla«) £^tr20ml<Z)RPMI 1640«ttK«i»Lfc. CfttlPH 
A-P (-/^ No. L9017) *»»«Jt*« 5 ^ g/mltl/j:6cfc ^ IliQAT 1 l*IHa« 
IMMfflfifcSOl^nPBS (-) (Xy^-f) Ti5t#U $<iy>?-}\sy 

14 
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EJfclw<tO»S>nfc»g^»>i-£, WAtfpCRIL pUC19, pBluescr ipt 1 1 KS(+) 
EM*:. jBffla»JH»*T^0OUSL, M*tfpEF-BOS. pGEM3SRadhf r, pREP9& 
5 (11) thCC«*-f>l/t^-©J88 

*:ffofc«, xu^ ha#U-->a >&lcJ;0, %3ffl®fllA. Wx.(ihh*e 
J»l#i»ISm562«lftat*^IBa^**-Sr»A-rs. XU2 hn#U—>3 >tz 

*«7kicB»Lfc». ttft*^v^A*i6ttlL, 2XBBS&«£ (50mM BE 

SBIGMA). 280iM ffifb^" h U W"# 5<<x;*£tt> . fccfctfl. 5nM U >B* 

r©J;SKMlLfcDNASft£, 0J*tf t hBfeil»iffll3aft293T^fla$:S«LT 
W3/f-U-l:iTL« 35r, 3XK«*X#aETr20««B»«LT, 

20 (12) thXt^^vM^HtCC^I'VI/t^-c!:^^ 

tf» t h*eiia#iaiiB«K562iHiia*fcttt hmttMf&mMmf&vmmmzm 

(13) t hxm-»^f F(07^z7hSfc«7>^^ hcDX^ U 
-x>y 

±E (6) ^co^ttfgtt^^r/ (12) iKOtt^Stt^lWS*. *5S930)fc: h 
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aOH SilfcStr) 180xilS:i]DAT37t:T2%e«Lfco *H» £#Sc5GM£X 

-to**, 200Oe>^4^O7 P -;UTgWO^-1'X (ftlOOb 

T^en^3^oy-;i,tI^^T, X alfc2000fgftRU LB/ Amp 7 

U— h (1L + , MJ7>>10g, <-^hX^Xh7^h5g, JSft^MJSAl 
Og, 43j:tf7>t:->U>^hU^A50Bgft^to*^««!s) I:: 1 u If 05(HSX# 

15 Wfi03n--a*£*5£oi;:»^Ti&*U ^<n>>>^7> (Hybond-NK 

& (5XSSPE (0. 9M NaCl. 0. 05M U HJ »}A pH 7.7, 0. 005M Na 2 EDTA) , 

lOx^WNJUKfflt. lOOug/nl ^^rfl^DNA, 2%SDS) HgLT65t:T 2 ft 
W7WW:/U^±f-v3 >L£ft, 32 P£2ttx;t^*v>D\A#rH- (EM 
20 aoEMS^SJCS-r^J^y hx*^^2/>DNABr«-25ngt, TJl^y^-r 
ADNA7^U >y->XfA (77->U) £flK>T 32 P«»L*:) *iOJl&A 

Sfc#te, 0. l%SDS£^tT2 XSSC (0. 3M NaCL 0. 03M £X>Bfc?- MJ £A) K« 
IT, ^iaTlO53'M^2 0^ e t^65rT157j k H^l[elfTo/t. uO/>^7>^ 
25 A-f >-y7t7'f "tf— (Fuji) TWtfrUfc. 4*Xd7 U-X>^£LT, 

«#«:7^*UftttJS (2N NaOHT2»H»31Lfc«. 5M ^SE7>^7T 
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7'mRNAfilfi^7 h (77^/7) tffl^TmRNA6»Sl/fc. 

(3) ^ : &yhMt^ + y>cDNAifr0^a-^>^ 

^)V=ty HBMaBUa^6»«LfcmRNA©200ng^^tiT. Ready-To-Go T-P 
rimed First-Strand*^ h (7 7H-/7) tffl^T-*«cDNA^Lfc. 
5 £<B-*||cDNA£*IS!£:U ^7<V-tLTf42t5.t«r53, MtStftD N A 
tftLTTaqtffl^T. PCRRJE (94TCT1»BB, SCCT 1 #IB, 7 
2tT2#W£401M£JU> Srffofc. f»<&nft:R^jac«:«lia»#EcoRIT«l31L, 
ttit*7*D«-xy;i/«a*»T»IIIL, IMiOit-fX (#J150bp) (DDNAA* 
>F*W0tBU Wizard PCR Preps DNAfllKvX-rA C/d*#) £ffll>TDN 
10 A(frH-«r«IRLfc. »6ftfcDN AlKM"*. EcoRIfc«fcttoi^H7^* 'J#X 
Vy9— J £ (CIAP ; 7r;UVx7) TfflHl/fcpBluescript KS ( + ) ^^-tc* 
DNA^<r-y3>*yh *ffl^T#ALfc. C<Z)Jf ADNACOtt 

SE?U£\ AutoReadv— Jr>X*y h (7 t;UV:>7) 43J:tfALF DNAy-y 

1 5 BM*©EW»^ 3 iC^To 

(4) ^-fcu/ hCOX^-^*v>c DNA(&£n-X>^«fctfSUffl*iJ0)ifcJ6 
PHA-CSO^BBSWakL/t^^*^ hl«Sft«BSS*CO, ±E (2) BTJMBLftm 

RNA 2 jiglC^T* Superscript Plasraid System (*7:3BRL) ^ffl^TcD 
NA^-&fi£LT^a-->^^^-pSPORT lCjfALfc. jlbn/c^XiF 
20 £tttl£?LftT*JiBfi§ (ElectroMAX DH10B, * ^ 3BRL) lCi*AU 217j£ D- 
> (4nl) OcDNA5<77'J-$!l!Slfc. COcDNA7<^7'J-*6 

tt, PCRjSTfrofc. :<0«ftC^7-f7-H ±E (3) STffl&flft^ 
hOx*^*-»cDNAKKrCD**EW <EM*W)EH#^3) 

25 T, 2 2^4 5ttJC#*T^iE*iaoeoF*5<tVl 0 3^1 2 6ffitC«KTSi!i 
^ifiJOeoRt, ±E < 1 ) JBi:Rlfl«C'&BELTffl^&. PCRte. Taqtf'J*?- 
ifSffi^T. 94"CT1»H, 58TC"C1#PJI. 721CT' 2 #W1£301M £ )l<DKfoX 
frofc. l^Z^'J-X>^Tli, ST*. cDNA7^f ^^U-20ulTo^y 
(ftlOOO^D-» ^96AyU- MC^ftU X-A-?DX«* <1L*. 
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*r»KLfc. COMBO? 7-yDNAIZTH>T, RSOSMEMKia^TMC 
P-l tMCP-3(0«R«*3»r * PGR tfro fclML ft 1 ■****nTl»fcOT 

ft 0!) A-f 7 'J y< if- > a > D 5S L , T * S fc* W 'J> * t >tM X<D»tt A > K 
t#A4«l:5JllBHII*T«KfrUfc, C©2 ^ D->cD»ttDN A0r*£pBlues 

10 cript KS(+)^^^-lc}*AL, JfADN A(0*SEOT*ft£LfcllSJft. ^fh 
% t h C C >3tfi^JC»«Wtt 3X^V>/2^>hP >«jg (Baggio 

lini, Mb, Ad. Immunol. . 55. 97-179 (1994)) £WLTl^£ (2-f>hn> 
51, ^tl^n, KM«0KW»# 1 <0tt*E*J<D 1 74(acOGchl75ticOC«i: 
Offl, iDi^2 8 6&<DT«h2 8 7&OC <hOffllC#ftl>T^/t) . 2^D-> 

15 CD— ;£fME*!<0NCP-2T*0, flfi# (?D->UI) **|fr&CDt hCC^;*j-f > 
(hMm-») -V&^rz* t Mt^^»£0c DNAE^Jte, EW*© 

(1) yn-^CD{^K 

T, *3x^y>a»Jc««;r*iE^|fil<ODNAE3?l (E««©E««102 
8 8-3 0 9ffiHffiiS) 43j;^a&^fS](DDNAE^J (EW*<&EM»* 1 G) 4 8 
3-5 0 4ftlCfi^) fc^-f V-fcLT^flcU #© P C R Kffi^fc. JrtB* 
25 mmO) (2) 3l-C»Sn/l^D->141077-^DNA*»gStL. Taq#U 
— IffcffltiT, 94tT 1 flffl. 55"CT1^Pb^ 72*CT 2 #ffl£30-tK £ ;KZ> 
PCREfcfcfT^fc. PCRSJ6*€r7»n-xy;U«»*»T»(IIL, 
+KX (217bp) CDDNAA>h # *«JDttJU Wizard PCR Preps DNA«K->Xx 
AfcfflUTDNAKfrfcHISILfc. »6*lfcDNA»f>T-25ng€:, Prime-Il 
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rL&mm ± t r^n ^ y v x** \ > ^©miRfMSfc^fr tr cdna co&s&yjS: > 

Sequenase 7-deaza-dGTP* ■;/ h (Ver. 2.0) Sffil^T vx**->j*ICj; 0 

(1) yn-^cof^K 

T, 1 3fecDDNAE^itC*ff -SIE^rSl^y^-f V-i5i:t/3 1 6-3 

io 3 9&<DDNA&m\ztttz&%fa<n7y^^-z±-R%mm\v (1) ^<tiwj 

miZ&l&Ls *OPCRJCffl^fc. ±K*1SM1© (4) ^Ttten&^EJ^y 
hX« + />C5-*«^^5 l'DNA^<Ll, TaqtfU/ >-tr£ffl^ 
T. 94 < CT1#M SOCTl^W- 72t:T2»M*3O1M£^0P CRKfctff 
tV 7# P-X«§U*»T#KIU g«^X (330bp) ©DNA/OH^ 
15 OfcBU Wizard PGR Preps DNAWB^XT-ASrffit^TDNAKfrSrtliSILfc. 
^DNABrM^Dg^, 7J^^7^ADNA7^U >^>*xA£ffl^T 32 P 
MRU yn-ytLTfflVifc, 

(2) t b$Vi»7-Y ^7'J-Wo-z>if 

20 75 'J- UDASH^*-) , Xh7?y-» 607j 9 D->5:^B1 (NM53 
8) fcfflJfeS-B\ l*X^'J-->^i:bT, LB^U—h <1L*. h»J7 r h>10 
g, <-XhX4Xb7^h5g 4 tfcffc*hU*AI0g*«r*»tttt) 20fcK» 
HT. 37t:ri**SltTP r 7-^*»fiEait'fc^ t<0>^>^7> (Hybo 
nd-N+> h v>X^7-Ufc. £<B*>77>«:30%*;UA75 Ffc^tTA-f 

25 ^'J^-K-y3>*i:»LT. 42tT2 f»FH7UA>f 7'J ^i?— >a >Ufc 
». ±SB (1) WT»6*l)S:7n-7i3±aC3096*JPA75 K£fttf/W 7U ^ 
*f -tf- -> a >«(C« LT42t: tl*/W^J^XLfc. * > 7 5 > (Otitm* . 
0. l*SDS**trZXSSCi;:«LT. ^iSTlO^M^ 2 0&£tf5O'tT15#ffi£ 1 HI 
fro&Bfc, $6IC0. l%SDS£-atfO. BXSSCKftLT. 50 < CT15#P« , !£ 1 IsIfTo fc. 
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WLfc) o 2 \Z*?. MCP-I, MCP-2, *±WlCP-3*«*fcflMHLT 

i30 (ffi|*g>f6 4-6 5 %) , MlP-la, MiP-1 0 . 1-309, fcitfRANTESt W:3 

(1) fs^^-afc* 

t hx=*-**->>tott£E*fl (E*ma>EM#* l > i:S^^T, 
*t;J;-5tliE*fS]^y^< v- (E^JS^fl <09 8-1 2 0 ftiScfctf^O 5 ' ffl 
KNotlffiffitttiP) t&Jjft<D77<f?- (E^J#^ 1 © 3 6 9 - 3 9 2 

aE*K«4T»e»nt7 r 5Z5 KpYEUHIfcaFSItUT, ±EStJfiW 2 CO (1) 
J«£ra«<&*frTPCREJS*f?:>fc. *©SB«*MIHIP*NolIi:XbaIT*JO« 
U ft»A7^D-xy;HHftllT»IIIL. IWWX (3Kl300bp) CDDN 
A7OK*«J0iBLT. Wizard PCR Prep DNAflKyXfA^f ^TDN Alfffr 
15 ^ttKl^ i#btt£DNA*rR€:, Not I tXbalTfflaUfc/^+a n 0^)17, h 
^>X7 7-^^^-pVL1392 (PHARMINGEN) K»AU pVL14l£W*Lfc. 

(2) thX^ + y>^fH«8 

ffljfc*.^*— pVLUlfc. S5EW&**t*"r*it»«©AcNPVODNAtt. 

20 WaDD'fJ^t, IWMfrRttKiDIMtU S&lc, Sf9£AMB£N.O. I. 

= 0. lTfS$ft!£-&T, «^<;UXS:»fc. ^a^K JbX£. Tn5B-4.g&*ffl|£ (I 
nvitrogentt) (150cm 2 £D7 7X3 *fc 0 1. 2x 10 T {@) KM. 0. I. =10-20T*« 
S*T, EX-CELL 400£jliLfll$JG (JRH Biosciences^) (150cn 2 (?57 yZn&tz 
O20ml) T, 271CT3 BIB**Lfc. ^<D&, ig*±rJf ^EhI© U 0. 22um07 
25 >fJ^-^ >^7>Tatifib&. 3: 20mM Tris-HCl««« (pH 7. 5) , 1 

50nM NaCUcaf LTBflfbfc. jS#H£©#*±ffi£, 20&M Tr is-HCIttffitt (pH 7. 
5) , 150bM NaClT¥*ftbfcHiTrap Heparin (7 7 ;U*7:>Tit) K^ttfc. 20m 
M Tris-HCl|g*«c (pH 7.5) , 400mM NaClTijfc*Lfc8L 20nM Tr is-HC1II8j& 
(pH 7.5) , 600mM NaClTSfflLfc. ig£UiS#<7)£«K£20mM Tr is-HClSffi^ 
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(2) bnaitoy— tf>^n-v h»w 

5 ^7> (Hunan Multiple Tissue Northern Blot, pa — >ry9) ££££±13 
(1) STi^ya-^^ffl^T, ;W^U^-f*->'3>*:fTofc. *>7y 
><DVt#ft* 0. 15KSDS*^tT2XSSC»C«LT, SiaT10»|iB«: 2 043«ktf55T: 
Tl 55*M£ 1 Erro fcflt $ b fcO. I %SDS££frO. 5 x SSCICg LT55t:Tl 5»M 

10 a»6Hl©A43j:tfBtw^T. 0*O$cEPte. tH^*y>©mRNAO 

'th/MlcDNA5-f^7U- (kh/MlcDNA^^'J- UMaxl^ 
15 , 9u->ry9) I07j^n->£;*:J»& (K802) i:iAL. ±s2^fifi#J 

3 CO (1) «T»fc^n-^tfflV»T. ±S5l?ffi«2t7) (2) 5ltBI»Cl**> 

n->l:otiT. 77-y (AMaxl) DNA^^X^H (pYEUra3) DNAtC 
jfAl, #ADNA©4tt*iaW6±E*JB«l<0 (3) ^iEHJUlifcfcLfc. -t 
20 2 -)5<Dr/y7,^ FpYEUMl** thyyA7<^7'J 

-TitJetfeEMi:— ST* t hX^^ + y>0S5E^J (EM«<0KM## 
1) #»e>ftfc. ttis. «^<D^P->Ttt, (£M*G>EM»*t 
H:i5liT, 1 6 5ffi*«G-A, ;B2 3ffia*Ala— Thr) #K«>€>nfc. 

25 t hx* ?*-»©«»E5Hi:i^»T*)£Lfc75 y«E« (EH»<OEM 

£>E?iJ£it&L£ (x-^^-XtLTGenbank^ffli^. DNASIS (Hit) 
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(1) tbCC^*-f >l/-b^-«»^?^-<7)ff|| 

5 Hfi(D2lOt hCC^^^f >Uir^^-Tfe5CC CKRlfccfctfCC CKR2BCO 
ilfe^ (Combadiere. C. 6, ffiUJ) n-~ >yT*fca&K:. th¥#JfflS&# 
THP- 10cDNA*fflHTHTO«t , 5JrPCRRRi:^fi ; -3ft. TH P — 1 jBHBSCD 
cDNA 5Q0ng**S!<fcLTffl^. EW«<BEfl]»* 7 *5cfctf8 tr^f;/^ v 
-£CC CKRl(E>t9*i<Z>rt:£IC* *LT, E?!l*<DEfll#-9 9 £ <fctf 1 0 \Z^i"f 

10 ^< V-£CC CKR2BO««(Ofc«)lC, -tn-f *l500ngS:ffllfifc. Rfc£fr?/c<# 
0**tLTttTaq#U/7— K (Sfiigtt) tfB^fc. fifc*. 94t, 3#T 
l-tM^MTofcft, 94*CT14H«, 55t:T2 5*ra. 72t:T3^Ffl(D*frT35it 
-ffJUfrt** 3 5^C72t:T3#IHtOEJS*{T-3fc. £eDE£T»6n£CC CKR1 
fcJ!tfCC C^BCOae^Wffrfe, -ttHFttpCRIl (Invitrogentt) <£>TA^D-- 

15 >^ffite^ffi^&A,£\ CC CKRl^tfCC QmWttl^tKDJt&Tmfr 

(Omm\Z. XbalTffl{fc3n*E*J£ttftT*fc«>l;:, KTOi^lCPCRSfES: 

EW*©E«Wl l*3J;tf 1 2H^r7 f ^Hf7- ; £:CC CKRlCDifficDfctfH::, 
EH3E<OEW»^l 3£cJ:tf 1 4 (C^f T^T-^CC CKR2B0)i»BeDfc»l;:ffl 

20 Hfc. E*ftfT5fc»Oll#ckLTttExTaq (SBaMt) *»^fc. R*t- 9 
4tT2»H, ltH^JMTofcflL 94t:T30»B. 60rt?l#W* 72tT2# 
M<B*flO?10lM£Jl>fT<^ 2bt::72X;T5flfi^Ej££fr^£. WSJafcCC C 
KRlfc^tAX CKR2BODNA8ffM-^. ^n^'nxbal (SHifia) TiHffcLfcfit PEF- 
BOS (Mizushima. S. Nucleic Acids Res.. 18. 5322 (1990)) (DXbalSBtttc 

25 «*i&/ufc\ ^<OJ:5icLT»e»nfc^7XS KSs ^n-TftpEBCC CKRlfcitf 
pEBCC CKR2B£:A£Ut. 

K$gc^CC CKR3»e^ (Combadiere. C. b. ffiffl) £2 n-~ >yT*fc«>l;:, 
br*^rVADNA*»ffll3PCRfSS:fTofc. h h^rV ADNA (CLOSTECtt) lOOn 
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(pH 7.5) , 300mM NaCIKftfcJ^lcTtf. 20mM Tris-HCUf«« <pH 7. 5) , 3 
OOdiM NaClT¥»fbLfcHiTrap SPIC*Htfc.- *LT, 20mM Tr i s-HCI*8*S£ (pH 
7.5) , 300mM NaCl*^ 1M NaClSTS«a«rii5*T. «780nM NaClTBdiSn 

5 ^y?-H©*flEtt. BCA+yh (Piercett) £fflt>T, 9 ~>Jfilfa7;U:/^ >£ 
««|lft)|ii:LT»SLfc. *#±«I00m]^^54uB©»J8t Ht? + -»^ 
?-Frt*»5ftfc. j|ALT^5l>Hh + y>i6. LimulusT;*— 
flf7c/-fe-Y (QCL-1000. Bio Whitakertt) «rffll*T£»L. ZLtM 2 pg/zxg&T 

10 (fttttt) *ffll>T»JfeLfc££5. Gly Pro Ala Xaa Val Pro ThrT 

*<0EM»«l<0 1ffi0Wet**<5 2 3&G0Ala) *««J«S*lfc««D. 74E<D7^/ 

it A' s a: s iSBMft&i?? hon*»7s; bem t -a i> fc . 

y3PBS(-)Tft#Lfc», HACMJSWfflt (20mM Hepes, pH 7.4*1;:. 125mM NaCl. 
5mM KCU ImM MgCl 2 , 1 mM CaCl 2 , 0. 5iM ££#0.025% BSA£ 

Stf) IC3 X]0 6 iB/m]T«»£it. ££>tIfura-2/AM (tl/^a?--^- 
20 Zf) *§.lmo\/WmzUZ>£o\Z-mx.. 37rT30£ffl< >*3.^-hb£. HAC 
M«M*T*i»Lfc». ^rc«*«€r^8W»tZ5xi0 ft <i/ffll 

>t*n j e ! tLiiaAfcfc*w««*©*fbt. «*»3Btt*«- (lssob, perkin el 

MER) tfflliT. B8«ft340nn*«k^380DiD, SMtttftSlOnn. UX#>X0. 028? 
25 TSH^bJ*:, ^e£>*§*£, 340nnt380nnfc©»3t3aiKOit"Cia3tC*"r. thx 

21 



WO 97/12914 



PCT7JP96/02851 



»«Lfc£x^<DMI»6. CC CKR35E»IBB*tLTIBBrt*;U->i>A«SJ||3t 

(3) 293Taj5STCOCCy^^>r >U-fey^-0)%31 
t hte£WfflJ£tt293T*fflltS (DuBridge. R.B. 5, Mol. Cell Biol., 7. 379-38 
5 7 (1987)) 5 XI0MH£, lOil01O*FCS«rStfD-MEM (GIBCOtt) ll!B»U ftg 
10cm<DfflB«to (SttH^tt) 37t\ 10%RK#*SftTT* 1 
0ig*Lfc. 3i«OC Cirt*-! > l/t^-©Ra^?^- (pEBCC CKR1, pE 
BCC CKR2B, *5<fctfpEBCC CKR3) ODN Attl^tlZtiu g£^S*25 x* \\Z»ML 
&«, 250mM fiOil^y^A (±# ^< xX^tt) 500u lftSHoLfc. DNA*5 
10 J:r/a[<t*^v , ^AOjB^«II2 XBBS*» (50mM BES (SIGMA) , 280mM mti~ h 
'J^A (^^-f^X^tt) . 43.fctfl.5iM 'J ±MJSA (^*7-f 

T^X^tt) ) SOOulttWinLfeflL MT25#|IBIMlLfc. 210>J: 5 KBWLfc 
DNA»**293T«ft«:»«LTt^>'ir-U-JCi([TL, 35t, 3%KK#X 
#ftTT20BM*«L, ffl]fiKDNA*»ALfc. DN A*Al,fcHIB£, 3ml 
15 ©PBS(+)"C2EIjSfe»Lfcft, 10nl£O10%FCS^tTD-MEM (GIBCOtt) tSJtmU 3 

WT(D^!6^l9(c^-rJ:^tC. CC CKRl*5<fctfCC CKR2BIC^HTMU -tft-WKD 
1*HWU*> KT**MIP-1 a*J:t«CP-l©»tt»CJ:*lffll6rt*;Uv^A»a[± 
#Stt*«*ofcfc«&, CC^r^*-f >U-fe^-©5BS*««Snfc. CC 
20 CKR3©58^tC^ViTf4, CC CKRl*3«fctfCC CKR2Bi|SIi;iBIB6»tffl^TRH*0* 

CC CKR30mRNA«)58StcZ)liTH, y -if >7n -y h4h*r(CT«l8Lfc. 

25 ±IE**«8<7) (3) 3lT»fc#t hCCfr*2K >l/-fe7 P 5'- (CC CKRL C 
C CKR2B, fcJctfCC CKR3) #5ESLTUS293TJ»IK&. $Ol^y UPBS(-) T*Sfc» 
Lfcft, HACM3SW& (20mM Hepes. pH 7. 125mM NaCU 5mM KCL 1 rlM M 

gClj, liM CaCl 2 , 0. 5mM fccfctft). 025% BSA£^fr) (C3x]0 € ffl 

/nlTBSL, £bCfura-2/AM U + a 5— * ^D- :/) £0. 3nmol/10 6 ®t~ 
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fc. Rfcifr Otzlb<Dm%tLT\$?iu (STRATAGENE) SfflCifc. R«S:. 94*C 
■C3»PpT ltM^^frofclt, 94*CT1#M. SSTCTl^H, 72t:T 2 
*ttT401M*;MTlr>, 3SIC72t:T5 5*W^fiJS*fr-3fc. »<&n&CC CKR3 
cD5tfe^Rff>t^XbaI (£«ifitt> -WHftLfctft, pBluescr ipt 1 1 KS (+) cOXbalgB 
5 {SrtrSja^ii/u/f . dCD^AS K£pBS CKR3i*4Ufc. pBS CKR3£XbaITi8<fc: 
UTfcStlfcCC CKR3£>DNA»rJt£* pEF-BOS0XbalflM£fc:»*&A/fc\ 
CLT^bn/:7 , 7X^ K*. pEBCC CKR3fcA*Lfc. 

CC CKR30DNA>fr*®^^ 
»IC, PEBCC CKR3 2/zg£8S£U EW«©EM## 1 7*3.fctfl 8 ll^ty 

LTttExTaq (Sffliett) tffll^fc. 94TCT? 2 »Bff -^ft*. 94t:T30 

»|BJ, 55*CT1#M, 72rT2#fflCD:£fm0lM^JU^. £ ■£> I^Z^T 5 4fr 
MEJ&Lfc. WSftfcCC cmoae^WH-*NotIi3J:tfXhoIT}«ftLfc«, pCA 
GGStKNeo (Niwa, H. 6, Gene, 108, 193-200 (1991)) ©Notl-XhoI«ffi^a*ii 
15 £0«fc5K:LT»&nfc:/9*£ FftpCAN CC CKR3i**Lfc. 

(2) K562SBJ&T£>CC CKR30)f8Si 

30ug£>pCAN CC CKR3*SalITWIB»*«LBU 7x;-V?DDt4Att 
m^^^iwX^y-;Utt:»$:ff^fc», 2O/il0>PBS(+)*::**?Lfc. 1X1 
OlCDL h#Sifil#i»lflattK562«iSg (ATCC CCL243) 180^ 10)PBS{+) 

20 Lt. XU£ ho#U-v3>ffi£Gene-Pulser (BIO-RADtt) ^^THTOi 
odfr^, K562lB!B^y^X5 KDNA*2»AUfc. 0. 4cm<£>x U 57 h n# U- 
->3>^^>/N*- (BIO-RADft) HDNAjS«E*3<J;^liaB!H»»feAn, *±T1 
0#BH*«Lfc», W^-feGene-PulserK-fe*;/ h U 0. 25kV, 500mF<7)&# 
TXI/^ hD#i/-y 3 >6ff o&. >A-«7^X»»^aM;:J!k±Tl0# 

25 MIHfLfc. xU£ hD#l/-ya >tfrofc«lft&» 10%FCS (Bffl) t^tfR 
PMI1640J8*fe-C5 xi0 l fi/Blta«>«fc5C!B»L. 37<C, 5%k8«X#STT 
2BIB!«*Lfc. 2&*T\ 10%FCS (BW) t^tJRPMI 1640**^800 ug/ml GEN 
ETICIN (GIBCOtt) 6»lniLfc#*K:»»U 1 xl0 5 ffl/Sx;PT96rt:/U--h 
lc#ftbfc. 37r, SX^BflXftttTT***!***. GENETICINBttOlBtttf 
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±«MMfc*>/^K (MBP) *fcttff«3»B-f*>^>/Xir|t (EC 

+ y>»fift, «*^*S^J*aStt^**-C#ALTX^Xb;#-C*«li 
25 -rftto-6«F£A«»u 8. 7U;U*-tt«*(Die**tLTffl^6n»*. 
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§C C irt 7M > U-fc7*-?S£*fflBS£l3t8«i«K 5 x lO'S/mlTK^L/t. 

+ MlP-la. ifcttMCP-0 £^ft^ftl00nMK&*«fc-5l::;bQA.fc 
5 t#©*«KO*ftft. «*»3t3tflE«- (LS50B. PERK IN ELMER) *fflt>T. @l 
Sjfc*340M*J:tf380nii. S%tt*510nii. UX#>X0. 28>TS»£Lfc. 
340nni380nn£<&£tt3i«©lt-eEI4e5*-r. 
fcKX***->>^?>Hte. CC CKR3*3iUBfiC»LT©*at3ta«OJt© 

*-T£>*CC CKRlfc-fctfCC CKR2BC*f LTli. tt3tSME®Jt©±#*»B*&*l 
tt*»t>fc. fc*. #Hr^-ir*tr*IHt3>hn-^T*aiHP-la**r« 

XSi-^ + ^^^Htt. CC CIR338a293TlittC»bT. »*«C»Brt*Jl' 

5ii80tH^*-/>fl. KtfTflTCfcfcCC CKR3©#SW 

MlP-la, RNATES. WP-lfl. MCP-1. *5<fctfMCP-3-m. SJfc!t*<0it©±#tt£ 
Lftii<r>T, *56W«5k Mt^+'^^f HH CC CKR3583SK562«E{C» 

**±0>f!lJfl*Jfttt 
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55 60 65 70 

GAT ATC TGT GCC GAC CCC AAG AAG AAG TGG GTG CAG GAT TCC ATG AAG 356 

Asp lie Cys Ala Asp Pro Lys Lys Lys Trp Va) Gin Asp Ser Met Lys 

75 80 85 



5 TAT CTG GAC CAA AAA TCT CCA ACT CCA AAG CCA TAAATAATCA CCATTTTTGA 409 
Tyr Leu Asp Gin Lys Ser Pro Thr Pro Lys Pro 





90 


95 










AACCAAACCA GAGCCTGAGT 


GTTGCCTAAT TTGTTTTCCC 


TTCTTACAAT 


GCATTCTGAG 


469 




GTAACCTCAT TATCAGTCCA 


AAGGGCATGG GTTTTATTAT 


ATATATATAT 


ATTTTTTTTT 


529 


10 


TAAAAAAAAA CGTATTGCAT 


TTAATTTATT GAGGCTTTAA 


AACTTATCCT 


CCATGAATAT 


589 




CAGTTATTTT TAAACTGTAA 


AGCTTTGTGC AGATTCTTTA 


CCCCCTGGGA 


GCCCCAATTC 


649 




GATCCCCTGT CACGTGTGGG 


CAATGTTCCC CCTCTCCTCT 


CTTCCTCCCT 


GGAATCTTGT 


709 




AAAGGTCCTG GCAAAGATGA 


TCAGTATGAA AATGTCATTG 


TTCTTGTGAA 


CCCAAAGTGT 


769 




GACTCATTAA ATGGAAGTAA 


ATGTTGTTTT AGGAATACAA 


AAAAAAAAAA 


AAAAAACAAA 


829 


15 


AAAAAAAAAA AAAAAAAAAA 


AAAAAAAAAA 






859 



EHOftS : 7 3 
20 h^Py-:lffl« 

: h 

EM 

25 His Pro Gly lie Pro Ser Ala Cys Cys Phe Arg Val Thr Asn Lys Lys 
15 10 15 

lie Ser Phe Gin Arg Leu Lys Ser Tyr Lys He He Thr Ser Ser Lys 

20 25 30 

Cys Pro Gin Thr Ala lie Val Phe Glu He Lys Pro Asp Lys Mel He 
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mm 

e^j#^ i 

&m<D&£ : 8 5 9 

mnom : s« 

5 a£D» : -*« 

K^JOSS : cDNA to mRNA 

io mmoftm 

4#»£3ETfE*f : CDS 
: 99. . 392 

15 GCATTTTTTC AAGTTTTATG ATTTATTTAA CTTGTGGAAC AAAAATAAAC CAGAAACCAC 60 
CACCTCTCAC GCCAAAGCTC ACACCTTCAG CCTCCAAC ATG AAG GTC TCC GCA GCA 116 

Met Lys Val Ser Ala Ala 
■ 1 5 
CTT CTG TGG CTG CTG CTC ATA GCA GCT GCC TTC AGC CCC CAG GGG CTC 164 
20 Leu Leu Trp Leu Leu Leu He Ala Ala Ala Phe Ser Pro Gin Gly Leu 
10 15 20 

GCT GGG CCA GCT TCT GTC CCA ACC ACC TGC TGC TTT AAC CTG GCC AAT 212 
Ala Gly Pro Ala Ser Val Pro Thr Thr Cys Cys Phe Asn Leu Ala Asn 
25 30 35 

25 AGG AAG ATA CCC CTT CAG CGA CTA GAG AGC TAC AGG AGA ATC ACC AGT 260 
Arg Lys lie Pro Leu Gin Arg Leu Glu Ser Tyr Arg Arg He Thr Ser 

40 45 50 

GGC AAA TGT CCC CAG AAA GCT GTG ATC TTC AAG ACC AAA CTG GCC AAG 308 
Gly Lys Cys Pro Gin Lys Ala Val lie Phe Lys Thr Lys Leu Ala Lys 
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E^JCDSS : cDNA to mRNA 

5 mm 

«rafc^**riB^ : CDS 
#flE&» : 49. . 339 
10 »«*»*Lfc*tt:E 
EM 

ACAACCCAGA AAACTATTGT CACGCTGCAA CCCATCTGAC ACTGCACC ATG AAA GTC 57 

Met Lys Val 
1 

15 TCC ACA GCG TTT CTG TGC CTG CTG CTC ACA GTC TCT GCT TTC AGC GCC 105 
Ser Thr Ala Phe Leu Cys Leu Leu Leu Thr Val Ser Ala Phe Ser Ala 

5 10 15 

CAG GTG CTC GCC CAT CCA GGT ATC CCA AGT GCC TGC TGC TTT CGT GTG 153 
Gin Val Leu Ala His Pro Gly He Pro Ser Ala Cys Cys Phe Arg Val 
20 20 25 30 35 

ACC AAT AAG AAG ATC TCC TTT CAG CGA CTG AAG AGC TAC AAA ATA ATC 201 
Thr Asn Lys Lys He Ser Phe Gin Arg Leu Lys Ser Tyr Lys lie He 

40 45 50 

ACC AGC AGC AAA TGT CCC CAG ACA GCC ATT GTC TTT GAG ATC AAA CCT 249 
25 Thr Ser Ser Lys Cys Pro Gin Thr Ala He Val Phe Glu He Lys Pro 
55 60 65 

GAC AAA ATG ATA TGT GCG GAC CCC AAG AAG AAG TGG GTT CAG GAT GCC 297 
Asp Lys Met He Cys Ala Asp Pro Lys Lys Lys Trp Val Gin Asp Ala 
70 75 80 
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35 40 45 

Cys Ala Asp Pro Lys Xaa Xaa Trp Val Gin Asp Ala Lys Lys Tyr Leu 

50 55 60 

Asp Gin lie Ser Gin Xaa Thr Lys Pro 
5 65 70 

EM0>«* : 1 4 9 

io 

K^JCOSJS : cDNA to mRNA 
15 E^iJ 

ATA CCA AGT GCG TGT TGC TTT CGT GTG ACC AAT AAG AAG ATC TCC TTT 48 
He Pro Ser Ala Cys Cys Phe Arg Val Thr Asn Lys Lys He Ser Phe 

1 5 10 15 

CAG CGA CTG AAG AGC TAC AAA ATA ATC ACC AGC AGC AAA TGT CCC CAG 96 
20 Gin Arg Leu Lys Ser Tyr Lys lie He Thr Ser Ser Lys Cys Pro Gin 
20 25 30 

ACA GCC ATT GTC TTT GAG ATC AAA CCT GAC AAA ATG ATA TGT GCC GAC 144 
Thr Ala lie Val Phe Glu He Lys Pro Asp Lys Met lie Cys Ala Asp 
35 40 45 

25 CCC AA 149 
Pro 

ffi?iJCDfi£ : 3 3 9 
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CGCGTCGACA TGGAAACTCC AAACACCAC 29 
EM©** : 3 2 

5 mwm : m 

ta^s : -*« 

E#J<E>«gl : -&/SDNA 

10 CGCGCGGCCG CTCAGAACCC AGCAGAGAGT TC 32 

EM#*9 

EJiJ£>&£ : 3 0 
temvM : 
15 ««)K:-*« 

htfny- : it«K 
EM<OfflB : £f£DNA 
E^J 

CGCGTCGACC ACAACATGCT GTCCACATCT 30 

20 

E3*J§^ 1 0 
E?iJ<7)££ : 3 0 
&m<DM : MB 
«0)ft : 
25 htfny-ifcWR 
EJIJCDSS : ^fiEDNA 
EW 

CGCTCTAGAT TATAAACCAG CCGAGACTTC 30 



32 



WO 97/12914 



PCT/JP96/02851 



AAG AAG TAG CTG GAC CAA ATA TCC CAA ACT ACA AAG CCG TAA 
Lys Lys Tyr Leu Asp Gin lie Ser Gin Thr Thr Lys Pro 
85 90 95 



339 



5 E?iJ#*f 5 

SB^JOfi^ : 2 8 

mwom : ®& 

m<D& : -*« 

10 E*k0fl9f : &J5SDNA 
EM 

GCGAATTCAT HCCNAGYGCi TGYTGYTT 



EH** 6 

15 EMOft* : 3 1 

sm<om : mm 

M®ft : -*« 
F#Dy- : ftMtt 
EM^aS : £l£DNA 
20 E^J 

GCGAATTCTT NGGRTCiGCR CADATCATYT T 



E^J^fi^ : 2 9 
25 EM<08! : ft£ 
fllQft : -** 

E^J^aSI : ^TfiJcDNA 
EM 
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h#Dy- : mm 

E^iJCOaS : a"J5)tDNA 
5 E9U 

ACGTTCTAGA TTATAAACCA GCCGAGACTT CCTTCTC 37 



ejw* i s 

mW&2 : 3 8 
10 E?04>S:fm 
: -*« 

h*Dy- : 
E^JCDaSS : 'ofiStDNA 

mm 

1 5 GCTCTAGAGC CACCATGACA ACCTCACTAG ATACAGTT 38 



K?H#^1 6 
E?|JCD££ : 3 2 
EM (OS : 
20 «CO» : -*« 

h*Dy- : Biltt 
E^Jc^aS : a"J5JcDNA 
EM 

CGTCTAGACT AAAACACAAT AGAGAGTTCC GG 32 

25 

EM#*t 1 7 
K*90>ft* : 3 7 
EW<08! : 
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E^JS^ 1 1 
K?|J£>££ : 3 8 

mwm : tm 
e^j 

ACGTTCTAGA GCCGCCATGG AAACTCCAAA CACCACAG 38 

10 BE^JS^l 2 

E^iJCOfi^ : 3 7 
E^JOSI : SiK 

: -*« 

15 E^JO«B : "&/SDNA 

ACGTTCTAGA TCAGAACCCA GCAGAGAGTT CATGCTC 37 

E^iJ*^ 1 3 
20 E?iJtf)fi£ : 3 8 

mwm : 

h#Py- : 
25 E^J 

ACGTTCTAGA GCCGCCATGC TGTCCACATC TCGTTCTC 38 

E^1J#^ 1 4 
E?'JCDfi£ : 3 7 
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I . EJII^CDE^JS^ 1 2 4 fiOGly^ ^97 &£>Pro£ T0)7 ^ / &E Jll* 

5 2. EW*OEW»*l©ltt©llet^6 9 7ttCTro*-C<075y»EW*fc 
M:*oSltelG>E*!l*:*tr «*aii:Efio^H. 
3. kh»Mrt©*;k/9A-f *>»££±#£it£, M*JH 1 KB*©** 

10 5. W*^l-4cOV^n^tlSEK(D^7 f 5 1 H€:a-H-r^)DNA^. 

6. EM*©Eai#-*§- 1 <0 1 6 8tt©G*>£3 8 9 fttOASTTfcfcSHHEM 
ft*Ta, »#»5£B*0DNA4iH\ 

7. E^iaoE^J*^ 1 © 9 9tt0A*>£>3 8 9fi©A*TT45*lEM«: 

15 8. EW»<OEW#^l©lffi©G*^8 5 9*i©A*rT&*aSEW** 
»#»5i;:K*C!>DNA*H% 
9 . i*3#S 5-8 ©l^Tft^KEKODN AiH^fctfT**?^*-. 

II. IKEltStfftAIMrra*. M 1 0 ££tt0»K£&». 

20 12. OJlE^WKCJ^tttfttT^^Kt^t-r^lS. & 

13. 111*911 icE«<D^^F«i»-r«i#^a->a:#. 

14. 3JcE«©*^D->tt#tffllJ*^tft1#«t'rs. M*3 
25 1 KE«<&^:/?- K<0*5£»tt. 

1 5 . tt#m 1 KEft^^ K®7 =f-X h *fctt7 >^ J-X K£X * U 
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em 

ACGTGCGGCC GCCATGACAA CCTCACTAGA TACAGTT 37 

5 

E*iJ#*f 1 8 
KJIJCOS* : 3 7 

10 hsBDS;- 

&m<Dmm : -&j«dka 

EM 

ACGTCTCGAG CTAAAACACA ATAGAGAGTT CCGGCTC 37 
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Us: 

9 2 



ITS TT iT 
C3 CO CO CO 



CO LO CO LO 
CO CO CO CO 




i 



D- CU 0. 




^, ?: z, cc: 




Or O* 

os cm 

2: CO 

^ as 



U3 



2 



CM 

SI 



03 CO 



■k CL CL 

a a £ 



Cu Cu CO 



DC 
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o 
oo 

m 

e 




100 nM tWrtw 



100 nM tH*W> 
5 60 120 




100 nM tnm*v 40 MCP ' 3 



4 

20 nM MCP-3 



r- 
0 



J$M (80 



20 nM IL-8 

60 120 180 
b»W (9) 
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"CT doc* nest referritf to aa oral doKsosufe, we, tahibiuoa or other 
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"A" docus 



Dbcr of tha sane patent family 



Date of the actual completion of the international search 

January 7, 1997 (07. 01. 97) 


Date of mailing of the international search report 

January 14, 1997 (14. 01. 97) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PCT/1SA/210 (second sheet) (July 1992) 



tHRttifl** PCT/J P96/0 2 85 1 



a. »w*>m--5#!Ko#a mm»m»m (ipo ) 

C0 7K14/5 2,C12N15/l9,C12N5/l0 f C12P2 1/0 2,C0 7Kl 6/2 4, 
C12P21/08.G01N3 3/5 3 



M**ftoft:*'NRfftt (CHR*fr#« (IPC) ) 

C07K14/0 0,C12N1 5/0 O.C 1 2N5/0 0, C 1 2 P 2 1/00, CO 7K1 6/0 0, 
C12P21/0 8,G01N3 3/5 3 



CAS 



c. m*-t-z>t&*>htizxK 



*\mxm<» 




H*+6 


P,X 


J. Biol. Chem. , Vol. 271. No. 13, P. 7725-7730 (1996 March) 

M. Kit aura et al. fHolecular Cloning of Huaan Eotaxin, * • • CC Cheaokine Kece 
ptor 3 J 
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Biochea. Biophys. Res. Coaaun. , Vol. 225, P. 1045-1051 (1996 Aug) 

J. Battels et al. Otuun Demal Fibroblasts Express Eotaxin * * • J 
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J. Clin. Invest. , Vol. 97, No. 3, P. 604-612 (1996 Feb) 

P.D.Ponath et al. TCloning of the Huaan Eosinophil Cheaoattractant, EotaxinJ 
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P.J.Jose et al. f Eotaxin: Cloning of an Eosinophil Cheaoattractant * • *J 
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fAj mzwm<»hzxwi-<:txt£< , -m&m*m**+ 

tlj m&m±*\zmm*m&rzxmxnte<oX*<»nrT 

xm. mmettt) 
roj om^x^m^ a*?, m7*m\zt&Tzxm 
rpj BRtiuiBftrT. ti*-o*fcm<o3imo*mbt£Ztom 



me>mm<ott*>M\m-rz>i>*o 

TYj #KH*Ofc*:JtatT*>oT. m*Xmk&<01&. 

r&j F!-^h7r^-t»t 



0 7. 0 1. 9 7 



14.01.97 



B*Bl»»lfrr (I SA/J P) 
1 0 0 



frJl »- 



81 



4 B 



9 16 2 



«BS* 03-3581-1101 ftflft3 4 48 



*3tPCT/I SA/2 1 0 (»2-<-'>*) (1 9 9 2^7^) 



ID AAT62944 

CS 57653 8d4b7b4e44219961c5f63 513 8c4 

IDH AAT62 944 standard; cDNA to mRNA; 85 9 BP. 

MO RNA 

DV RNA 

DTI 01-DEC-1997 (first entry) 

DT 01-DEC-1997 

AK PATENT W09712914-A1 

AK PRIMARY AC AAT62 944 
EAK 

DR P-PSDB AAW14990 

DR WPI 1997-226168/20 
EDR 

DE Human eosinocyte CC type chemokine eotaxin cDNA. 

KW CC type 

KW Human 

KW agonist 

KW allergy 

KW antagonist 

KW antibody 

KW assay 

KW asthma 

KW atopic 

KW calcium 

KW chemokine 

KW diagnosis 

KW disorder 

KW ds 

KW eosinocyte 

KW eotaxin 

KW inflammation 

KW screening 

KW skin 

KW small intestine 
EKW 

OS Homo sapiens . 

SC 4a22b9fcfbf65eca55a08e9eb4312eae 

SP HOMO SAPIENS 

ESP 

INST (SHIO ) SHIONOGI & CO LTD 

CC The present sequence encodes the human eosinocyte, CC type 

CC chemokine, eotaxin, which increases calcium flux in human 

CC eosinocytes and is a human analogue of guinea pig eotaxin. The 

CC eotaxin was derived from human small intestine, and is a specific 

CC agonist for human CC type chemokine receptor 3 . It may be used to 

CC screen potential agonists and antagonists, which may be useful as 

CC anti-inf lammatories . An anti-eotaxin antibody may be used in 

CC diagnostic assays for eotaxin, which is implicated in inflammatory 

CC disorders, e.g. asthma, other allergies and atopic skin 

CC inflammation. 

ECC 

RN 1 2385fac51869ca936clb3b880c9fcd37 

RC PD: 10-APR-1997. PF: 01-OCT-1996; 96WO- JP02851 . PR: 28-FEB-1996; 96JP- 
0041965. PR: 05-OCT-1995; 95JP-0259067 . 

RT Human CC chemokine (eotaxin) active on eosinocytes - useful for 

screening for eotaxin (ant ) agonist (s) , e.g. for treating inflammation 

RL Patent: W09712914 -Al . Claim 7; Pages 27-28; 45pp; Japanese. 

RA Harada S. HARADA S 

RA Kitaura M. KITAURA M 

RA Nakajima T. NAKAJIMA T 

ERN 

FK CDS 

LOC 99 . .392 



ID AAT62944 Contd. 

LO 99 P 392 P 99 392 + 

FQ product 

QD eotaxin 

FQ tag 

QD a 

EFK 

SQH Sequence 859 BP; 2 80 A; 199 C; 147 G; 23 3 T; 0 other; 

SL 859 429bf f b4ec9839da006e86ce6c934a2e 

SQ gcattttttcaagttttatgatttatttaacttgtggaacaaaaataaaccagaaaccac 

SQ cacctctcacgccaaagctcacaccttcagcctccaacatgaaggtctccgcagcacttc 

SQ tgtggctgctgctcatagcagctgccttcagcccccaggggctcgctgggccagcttctg 

SQ tcccaaccacctgctgctttaacctggccaataggaagataccccttcagcgactagaga 

SQ gctacaggagaatcaccagtggcaaatgtccccagaaagctgtgatcttcaagaccaaac 

SQ tggccaaggatatctgtgccgaccccaagaagaagtgggtgcaggattccatgaagtatc 

SQ tggaccaaaaatctccaactccaaagccataaataatcaccatttttgaaaccaaaccag 

SQ agcctgagtgttgcctaatttgttttcccttcttacaatgcattctgaggtaacctcatt 

SQ atcagtccaaagggcatgggttttattatatatatatatattttttttttaaaaaaaaac 

SQ gtattgcatttaatttattgaggctttaaaacttatcctccatgaatatcagttattttt 

SQ aaactgtaaagctttgtgcagattctttaccccctgggagccccaattcgatcccctgtc 

SQ acgtgtgggcaatgttccccctctcctctcttcctccctggaatcttgtaaaggtcctgg 

SQ caaagatgatcagtatgaaaatgtcattgttcttgtgaacccaaagtgtgactcattaaa 

SQ tggaagtaaatgttgttttaggaatacaaaaaaaaaaaaaaaaaacaaaaaaaaaaaaaa 

SQ aaaaaaaaaaaaaaaaaaa 
ESQ 



NCBI-BLASTN 2.0.10 [ Aug -2 6 - 1 9 9 9 ] 



Reference: Altschul, Stephen F., Thomas L. Madden, Alejandro A. Schaffer, 
Jinghui Zhang, Zheng Zhang, Webb Miller, and David J. Lipman (1997), 
"Gapped BLAST and PSI-BLAST: a new generation of protein database search 
programs", Nucleic Acids Res. 2 5:3389-3402. 

Query= PF- 0027US_SEQ ID NO:l„228187 
(291 letters) 

Database: Geneseq . NA . 2 002AUG3 0 

2,085,897 sequences; 1,057,821,503 total letters 

Searching done 

Score E 

Sequences producing significant alignments: (bits) Value 

GSEQ : AAT33527 Pancreas expressed chemokine-1 gene. 577 e-163 

GSEQ:AAT58777 Human eotaxin cDNA. 569 e-160 

GSEQ:AAT62944 Human eosinocyte CC type chemokine eotaxin cDNA 569 e-160 

GSEQ:AAV05729 Nucleotide sequence of clone AM262_11. 547 e-154 

>GSEQ: AAT62944 Human eosinocyte CC type chemokine eotaxin cDNA . 
Length = 859 

Score = 569 bits (287), Expect = e-160 
Identities - 290/291 (99%) 
Strand = Plus / Plus 

Query: 1 atgaaggtc tccgcagcact tctgtggctgctgctcatagcagctgcc t tcagcccccag 60 

imiiiiiiiiMiiiiiMMiiiiiiiiiiiiiimiiimiiiiiiiiMiiii 

Sbjct: 99 atgaaggtctccgcagcacttctgtggctgctgctcatagcagctgccttcagcccccag 158 

Query: 61 gggc tcactgggccagct tctgtcccaaccacc tgctgct t taacc tggccaataggaag 120 
Sbjct: 159 gggctcgctgggccagcttctgtcccaaccacctgctgctttaacctggccaataggaag 218 

Query: 121 atacccct tcagcgactagagagctacaggagaatcaccagtggcaaat gtccccagaaa 180 
Sbjct: 219 ataccccttcagcgactagagagctacaggagaatcaccagtggcaaatgtccccagaaa 278 

Query: 181 gctgtgatct tcaagaccaaac tggccaaggatatc tgtgccgaccccaagaagaagtgg 240 

I I I I I I I'l ! I I IM I! I I I ,1 1 li 

Sbjct: 279 gctgtgatcttcaagaccaaactggccaaggatatctgtgccgaccccaagaagaagtgg 338 
Query: 241 gtgcaggat tccatgaagtatc tggaccaaaaatctccaactccaaagcca 291 

MiMimiiiiiiiMiiiiimiiiiiiiiiiiiiiiiiiiiiiiii 

Sbjct: 339 gtgcaggattccatgaagtatctggaccaaaaatctccaactccaaagcca 389 



GSEQ: AAT62944 Contd. 



Database: Geneseq . NA . 2 002AUG3 0 

Posted date: Sep 4, 2002 11:15 AM 
Number of letters in database: 1,057,821,503 
Number of sequences in database: 2,085,897 

Lambda K H 

1.37 0.711 1.31 

Gapped 

Lambda K H 

1.37 0.711 1.31 



Matrix: blastn matrix: 1 -3 

Gap Penalties: Existence: 5, Extension: 2 

Number of Hits to DB: 210948 

Number of Sequences: 2085897 

Number of extensions: 210948 

Number of successful extensions: 65457 

Number of sequences better than 10.0: 2 01 

length of query: 2 91 

length of database: 1,057,821,503 

effective HSP length: 19 

effective length of query: 272 

effective length of database: 1,018,189,460 

effective search space: 276947533120 

effective search space used: 276947533120 

T: 0 

A: 0 



XI 
X2 
SI 



6 (11.9 bits) 
10 (19.8 bits) 
12 (24.3 bits) 



ID AAW14990 

CS 0I3aebflca061e57d453fbd43a907cl2 

IDH AAW 14990 standard; Protein; 97 AA. 

MO PRT 

DV PRT 

DTI 01-DEC-1997 (first entry) 

DT 01 -DEC- 1997 

AK PATENT W09712914-A1 

AK PRIMARY AC AAW 14990 
EAK 

DR N-PSDB AAT62944 

DR WPI 1997-226168/20 
EDR 

DE Human eosinocyte CC type chemokine eotaxin. 

KW CC type 

KW Human 

KW agonist 

KW allergy 

KW antagonist 

KW antibody 

KW assay 

KW asthma 

KW atopic 

KW calcium 

KW chemokine 

KW diagnosis 

KW disorder 

KW eosinocyte 

KW eotaxin 

KW inflammation 

KW screening 

KW skin 

KW small intestine 

EKW 

OS Homo sapiens. 

SC 4a22b9fcfbf65eca55a08e9eb43 12eae 

SP HOMO SAPIENS 

ESP 

INST (SHIO ) SHIONOGI & CO LTD 

CC The present sequence is the human eosinocyte, CC type 

CC chemokine, eotaxin, which increases calcium flux in human 

CC eosinocytes and is a human analogue of guinea pig eotaxin. The 

CC eotaxin was derived from human small intestine, and is a specific 

CC agonist for human CC type chemokine receptor 3. It may be used to 

CC screen potential agonists and antagonists, which may be useful as 

CC anti -inflammatories. An anti-eotaxin antibody may be used in 

CC diagnostic assays for eotaxin, which is implicated in inflammatory 

CC disorders, e.g. asthma, other allergies and atopic skin 

CC inflammation. 
ECC 

RN 1 ee51d5eef40eb573304d83df3a0f33ff 

RC PD: 10-APR-1997. PF: 01-OCT-1996; 96WO-JP0285 1 . PR: 28-FEB-1996; 96JP-0041965. PR: 05-OCT-1995; 
95JP-0259067. 

RT Human CC chemokine (eotaxin) active on eosinocytes - useful for screening for eotaxin (ant)agonist(s), e.g. for 
treating inflammation 

RL Patent: W097 1 29 14-A 1 . Claim 2; Pages 27-28; 45pp; Japanese. 

RA HaradaS. HARADA S 

RA Kitaura M. KITAURA M 

RA NakajimaT. NAKAJIMA T 

SQH Sequence 97 AA; 

SL 97 dbc82a8ea4a7c23db94f 1 7bfbdd60e46 

SQ mkvsaallwllliaaafspqglagpasvpttccfnlanrkiplqrlesyrritsgkcpqk 

SQ avifktklakdicadpkkkwvqdsmkyldqksptpkp 

ESQ 



NCBI-BLASTP 2.0.10 [Aug-26-1999 ] 



Reference: Altschul, Stephen F . , Thomas L. Madden, Alejandro A. Schaffer, 
Jinghui Zhang, Zheng Zhang, Webb Miller, and David J. Lipman (1997), 
"Gapped BLAST and PSI -BLAST: a new generation of protein database search 
programs", Nucleic Acids Res. 25:3 3 89-3402. 

Query= PF-002 7US_SEQ ID NO:2_228187 
(97 letters) 

Database: Geneseq . AA . 2 002AUG30 

887,419 sequences; 130,709,309 total letters 

Searching done 



> GSEQ:AAW14990 Human eosinocyte CC type chemokine eotaxin . 
Length = 97 

Score = 201 bits (505), Expect = le-51 
Identities = 96/97 (98%), Positives = 96/97 (98%) 

Query: 1 MKVSAALLWLLLIAAAFSPQGLTGPASVPTTCCFNLANRKIPLQRLESYRRITSGKCPQK 60 

MKVSAALLWLLLIAAAFSPQGL GPASVPTTCCFNLANRKIPLQRLESYRRITSGKCPQK 
Sbjct: 1 MKVSAALLWLLLIAAAFSPQGLAGPASVPTTCCFNLANRKIPLQRLESYRRITSGKCPQK 60 



Sequences producing significant alignments: 



Score E 
(bits) Value 



GSEQ : AAW00667 Pancreas expressed chemokine-1. 

GSEQ: AAW10099 Human eotaxin. 

GSEQ : AAW14990 Human eosinocyte CC type chemokine eotaxin. 

GSEQ : AAW44721 Amino acid sequence of the secreted protein enc 



203 
201 
201 
167 



3e-52 
le-51 
le-51 
le-41 



Query: 61 AVIFKTKLAKDICADPKKKWVQDSMKYLDQKSPTPKP 97 

AVIFKTKLAKDICADPKKKWVQDSMKYLDQKSPTPKP 
Sbjct: 61 AVIFKTKLAKDICADPKKKWVQDSMKYLDQKSPTPKP 97 



GSKQ: AAW14990 Contd. 



Database: Geneseq . AA . 2 002 AUG3 0 

Posted date: Sep 4, 2002 9:25 AM 
Number of letters in database: 130,709,309 
Number of sequences in database: 887,419 

Lambda K H 

0.320 0.133 0.413 



Gapped 

Lambda K H 

0.270 0.0470 0.230 



Matrix: BLOSUM62 

Gap Penalties: Existence: 11, Extension: 1 
Number of Hits to DB : 27383911 
Sequences: 887419 
extensions: 920834 
successful extensions: 3814 
sequences better than 10.0: 1205 
HSP's better than 10.0 without gapping: 1120 
HSP's successfully gapped in prelim test: 85 
HSP's that attempted gapping in prelim test: 2081 



Number of 
Number of 
Number of 
Number of 
Number of 
Number of 
Number of 
Number of 
length of 
length of 
effective 
effective 
effective 
effective 
effective 
T: 11 
40 
16 
38 
64 
41 



HSP's gapped (non-prelim) : 1205 
query: 97 

database: 130,709,309 

HSP length: 48 

length of query: 49 

length of database: 88,113,197 

search space: 4317546653 

search space used: 4317546653 



A: 
XI 
X2 
X3 
SI 



( 7. 
(14. 
(24. 
(21. 



bits) 
bits) 
bits) 
bits) 



